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sulfate was added to arrest the cells in metaphase. At the end of the
incubation period, metaphase cells were collected by treatment with
trypsin, concentrated by centrifugation, lysed in hypotonic solution, fixed
in methanol: acetic acid and stained with Giemsa. The first used the
traditional method in which gaps were not counted as chromosomal
aberrations while the second method counted gaps as chromosomal
aberrations. One hundred cell were scored from each duplicate flask for
each concentration tested. The test substance was toxic to the CHO cells in
the non-activated assays at concentrations higher than 15 ug/ml for the 20-
hour exposure period (86% reduction in the mitotic index), and at 50 ug/ml
for the 10-hour exposure period (.90% reduction of the mitotic index).
There was no significant increase in the percentages of aberrant cells in the
10 (4% vs. 4.5% vehicle control) and 20-hour (4% vs 3% vehicle control)
non-activated assays. In contrast, the positive control mitomycin C (0.3
ug/ml) caused a significant increase in the percentage of cells with
aberrations (approximately 85%). In the activated assays, cells were
exposed simultaneously to test material and S9 microsomal fraction with
isocitrate cofactors for 10-20 hours. After this period the cells were
washed, re-incubated for 8 hours prior to metaphase arrest and
chromosomal staining. Concentrations greater than 50 ug/ml for the 20-
hour period and 15 ug/ml for the 10-hour exposure period were toxic (>
90% reduction in mitotic index for each incubation period). There was no
increase in the percentage of aberrant cells in the 20-hour activated
experiment (4.6% vs 4.5% vehicle control). A slight increase in aberrant
cells was observed at 5 ug/ml in the 10-hour activated assay, however, this
increase was not statistically significant (17.8% vs 14.5 % vehicle control).
The positive control (benzo[a]pyrene; 15 ug/ml) caused aberration in
nearly 100% of CHO cells in the 20-hour activated assay and 46% in the
10-hour activated assay, thus, demonstrating the efficacy of the metabolic
activation system.

Conclusions The test material was assayed for its ability to induce chromosomal
aberrations in in vitro culture of Chinese hamster ovary cells in the
presence and absence of a metabolic activation system. At the
concentrations tested and under the conditions of the assay, the test
material was considered to be non-clastogenic.
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